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I. Basis of the report 



1. With regard to the elements of the international application:* 
the international application as originally filed 
the description: 
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pages 
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» as originally filed 
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, filed with the letter of 
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the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 
, filed with the demand 



, filed with the letter of 



| | the drawings: 

pages 

pages 

pages 



, as originally filed 
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, filed with the letter of 
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pages 

pages 

pages 
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filed with the letter of 
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the international application was filed, unless otherwise indicated under this item. 
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d] the language of a translation furnished for the purposes of international search (under Rule 23 1(b)) 

□ the language of publication of the international application (under Rule 48.3(b)), 

the language of the translation furnished for the purposes of international preliminary examination (under Rule 55 2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
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contained in the international application in written form, 
filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form. 
□ furnished subsequently to this Authority in computer readable form. 



□ 



4. 



□ 



The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 

The amendments have resulted in the cancellation of: 
the description, pages 

□ 

the claims, Nos. 

□ 



the drawings, sheets/fig . 



5 \~\ ThiS report nas been estaD lisried as if (some of) the amendments had not been made, since they have been considered to go 
beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets , which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70 16 
and 70. 1 7). 

1 Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



1 . Statement 

Novelty (N) 

Inventive step (IS) 

Industrial applicability (IA) 
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Claims 

Claims 
Claims 

Claims 
Claims 
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1-24 



YES 
NO 

YES 
NO 

YES 
NO 



2. Citations and explanations 
Claims 1-13 

Document 1 [Gene, Vol. 162, 1995, pp. 225-229] describes a protein expression vector having a 
secretion signaling sequence, a Tag sequence, and a cloning site into which a nucleic acid 
sequence that codes for a target protein can be inserted. 

Furthermore, this examination finds that prior to the filing of this application the construction of 
protein expression vectors for use in mammalian cells was general technical knowledge in the art 
(for example, JP, 10-179169, A), and therefore persons skilled in the art could easily construct 
the protein expression vector described in document 1 for use in mammalian cells. 



Claim 14-24 



Document 1 describes producing proteins from a host that was transformed using a protein 
expression vector. 
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A protein expression vector characterized by containing a secretory signal nucleic acid sequence and, in the 3'-downstream side 
thereof, a Tag nucleic acid sequence, a scissile nucleic acid sequence and a cloning site, into which a nucleic sequence encoding a target 
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±12 (1) ~ (9) (D\t^M>lzfSM(09^y<9fli%^<9 9— , 

(11) T a g^iH^iJ^ y k ^v^-CfcS, ±12 (1) ~ (10) (D^ 
-ftxfa\Z.tZm(D9 >s<9m$£*JL'<9 9 — . 

(12) $ bizmzmmt^t v—-?*^— v^r^\%mm^^h,x\^, 

(1) — (1 1) (D\,^-ftlfalZ.tE.m<D9 >s<9M$£iJL^<9 9 — . 
(1 3) B&]9 ^s<9m*^— h't58SSW-a-Di/yia - K1~3 k 
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<o-e&5, -LIE (l) ~~ (12) <D\,^1Tiri1)*iz'fcm<D?>'<?'gt38%'<? , 

(14) _tte (i) ~ (13) (Dit^-rtLfiHzmmcDfisstfw^^L^? r- 

(15) Ti^M^iJj^gjjg^-fe^j-fg ( 14) f£«t»?B3=*fflJ3£, 

5 (i6) »]^)«^n#fLi)]Mfla-rfc^±fe (is) mm^m^m. 

(17) ft^fflflS^l:^«^fcS_blS (15) ffi«t<7)7t^«, 

(18) _LfS (1) ~ (18) (D\,^~ffrifiHz.t?M<D5>l'^?'m$&$L'<? ? — % 

tz^^m^m^^ r t*w$kt-rz>, gift* w^fe^s^^ 

(19) Jite (is) tett<D^-?i}cj:oTt#btLfc, @#j*>-^s x 

10 (2 0) _hfE (1) ~ (18) (DV^-rti^^iffiiicW^^/^^K^^^ * — * 

(2D _bte (20) mm.(D^m^xoxnibtitz, i^>^f©7^y 

15 (2 2) _b!E (2 1) &ft<D®m?LJ&&? f'<*R&* 

(23) _hiE (2D iE«fe^«atfex.a-g-^w^st^» ^immx.sii^^>^^ 
^^srt'co^jwf -*im%m&m#ttz> z. t zmm&ftm 

^•tirT, gift* ^©i, r<aM£Lfc@fft*:/^*fC££S 

25 Err*:: £5r£M»i-t-5, Stt*w^K<z>ffi!i£;£8u ^f>t;i: 

(2 4) _Lf£ (2 2) ^7"cfi (2 3) IEtt<75^jfetZj:oTW<bnyt. B#)*V 
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IU1 : ^l^J 1 CO^i; J; 5 7 : 7 ^ ^ K p T r y p H i s /-=l- p v-^£0t|| 

mm, 

HI 3 : »0ij2^7^^ $ KpSecTa g — p p S e c H i s 

T a g/=- 3.— a J;e>*p SecTrypHi s / — — p v'>c0f#H|E] o 

13 5 : ?|J&#ij3 W^&JCtS^^ 5 KpFBTrypSigTa g/=a— 
p v^cO}$|^|I] 0 

in e : mmm 3 n# hn tzt%m±m(» ^^^ oy h ft¥«m 

<fo<5o 

cos ^ BHKfc Vero«, ?id- vfffljj^ HEK2 9 3«, 
He L aftUg, J u r k a t &fflfl£, ^"7^L«, -v^^C 1 2 -v?-* 

FM3A»ifls, vH7^m^aja N S2aa s f 9mm, 

S f 2 lftBUS, High Five (fl6j&) mfa&frbMVl LTf£ffl £;ft3c * 
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^<ni^WR, Ta g IE?iJ:fcJ;l>*Ta gg2?ij<bgft^ 

iw^^jv) ^nntz^m\±mm^ (-rum t lt\ *ffljfe«f*3CDy tfy- 
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IS?U#-S§- 1 9 iC&ftS T ^ / 1-23 T-^-r h y y^^^^-efcs. 

I^IJCOC^ (7^i#^l 9-2 3) Asp-Asp-Asp-Asp-Lys^#^ 

#^>^/UDJM£0iJ£: LT, I gG ( k ) (*>L<W:I gGk) v^-^P (<b 

"t\, ft'i&i<'7'-}-J\'(Di&(DMtfciHb Ltli, /nx (Drosophila) ©B i P, 

(melittin) , t • ✓ hy * (Pichia pastoris) ©a- 
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t*s-e^5 o ^/ Cn Ta g§mzmmxzzmmz, ^mmx^btitzmmx-m 
Ta gmmm&}(DM?i£fflt lxi$, t.*^^ (ph i s ; ^wimm^t 

^^TagJfcttHi s tagit^?) , »4L<l±6fl©k7f-i?y 
*»e>fiJ&St>© ((His) 6) K^S^IE^W ibtl-So ^W<D? 

>'<?Wm%L<<? ?-&m^X. PHI SSr = >-Ki-S^Kia^jS:38^$-Brytffi 
^^fC^l;:^ Ta gmtb UPH I S^#?£i-§ 0 PHI Stt, 
0d;ttf^y^/Mrl^— 7^ ^fffim (ProBond (j&#t) ) ± t) K# $ ft. pH 

f&CD^ij <t Lt« Wft>Sh7^7x7-f (GST) £TagIfi?iJ£r 
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^ftHco^JirLT. a/^^y^fi^^K (cbp) tTagKia 

»cH&©«£LT, 7nr^ A na g IE?U <t L T7B V \ ^n^i-ASrB 
I g G-fe77n-^6FF*7A*ttfflLfc77^f-f- 

^JAsp-Asp-Asp-Asp-Lys*=i- K"T S^EifiEiE^iJ (^StT 5 7 M^iJte^x o 
t-t'iaotgI^ ( ^^C^iglFB^io^T, 

Wr ; T S y ^I£JijLeu-Val-Pro-Arg-Gly-Ser£ ^ — K1-5&&E?lJ 
^T-yg^lj^Hn^t-VfCioTmit^n, ^CDArg-Glyfimc^T, ,« 
^»*^^^«*S«j W $tbS) ; TZsmnm: Ile-Glu-Gly-Arg^n-K-T 
54*K£?j (SKT$yi«a3?ijttXaH^j:o-cB«$n, -t©C5|5«aj»jc 
*S^T, »*X.»*^W^Kas«JWf$nS) iT^yifeEJIjGlu-Asn-Uu-Tyr- 
Phe-GlnS:=i-K-*-<5ttBSE?9 (^fj£T ^ / HgtlE^iJteT E V (Tabbaco Etch 
Virus) 7*^T--|?|£.fcoTR*$*U ^«OC5|d«tt»tC*5V^T. fe**.!^ 

*e*>\ ^iffpx^stiE^j^^ w^if-^^mmn. TagME^fcug 
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?>s<?w&^~F-tz> mms&n ^tiitm *n x-r z>^t&x-%z>? 

pSecTag2B, pFast BAC 1 JUM^i ^— 3fB* 5 » 

✓ <s/^/#— * — ft, tfJ^fcHnvitrogenttfilOp BAD/H is, pRSE 

TA, p c D N A 2 . 1, pTrcHi s 2A, pYES2, pBlueBac 
4. 5, pcDNA3. lioit^pSecTa g2, Novagen|±S©p ETiJj; 
I/p BAC, Promega&S^O pGEM, Stratagenett^WpBluescriptll, 
Pharmacia*±l^ pGEXfeiVpUCl 8/1 9, Clontech&Mtf) pRTE, 
p EBF Piockt/pGAD GH^ * ff^lPJ. U#£-<^ "CfentiT 

CMV, HSV TK, SV40, RSV, t r c, BAD, TRE/m i n C 
MV, 5 ' LTR, GAL 1 , AOX 1 , lac, ADH 1 , Polyhedrin, 
Metallothionein, Actin 5C gene& b'&tizRilrZ) Z t 3 0 
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T a gMt5*^, ^v-^vURl h y ^v-^cO^l^^n^^lliA^^ ^ 
^^n^cr)C*^iCjg^tTT$y^ie?ijLeu-Val-His-Gly-Lys-Leu^^-<- 

mtis &mtekiz£z>®miztim&xtbZ) C 

-tzm&&m*^A,X'y<^x*>£\.\ m*mm^t>h--7kn, ttmzz^xmm 

^ tr I -7 5 i LTi§^L£-fr<5 Z. k fi*X% 5fflk Lt« Xp r e s s, 
Uh'^-» (Thioredoxin) , c-myc, V5, H K/ c - m y c m& |lf5 

^j^ytf^yr^ DEAE-f^F7^ y^^ 

#$§9! Kite, iSEWfiKco^^^ftlBm^^^— 
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mmm^m^^n^h(Dv^t^\ /^u aTroKwi^^r, i g Gky- 

f^^/Mi, tttifigLTDDDDK (Asp-Asp-Asp-Asp-Lys) tfm£-f 
a^DDDDK^r^fcT h y 7~>y->^ui^f a (E5IJ## 1 9 
KjStfSTS y^#^-l ~2 3^IEM) tfeixtf, SlDDDDK^fcfi:h 

y -f^^^^f^-jv t (Mtm^ i 9 icifctts 7* ^ y ®?#^ 1 ~ 1 s wis 

t5Ci:^#J:5, /c/cU Ell, 3 :fc«fcu<5 d^i" h y ^s^v^-tvwi. 
SE?iJ#-S§- 1 9 ©7 5 7 S£#-^- fc;fe\ I g G k b h V f 

Ift-c&Siv^it^, wi-ct 5hyr»>i/^twi, ddddk£ 

Kp S e c T a g 2 A (InvitrogenfctiSO Kl % fcffciCffl^W&tf t .x^ 
v^Ta g (H i s tag) v^'-fv^ (J£*& % H i s^m^^-T 

IB?lJcO^J[5S^^]^f^icoIE^lj{i N 5 ' *CfiH indl I I-NheltU 
3 ' *«liB a mH I-EcoRIi L/t„ 

^7^5 KpSecTag2 A<7) l A g ( 0 . 1 n 1 ) &fliiJ|£|$%N he IJo 
£l>*B a mH I X®M-tZ> ~ <b J; *) , I g G k y — ^— £ = — K-T5ffi#c 
&7n£l;i|&5fe Lfc, ^GO^iri^dxtLT, SfccQir^^DN A<b jyfiry^DNA 
fc-tix-fft 1 0 0 p m o 1 e -^o^Px., 7 0 : CT' 1 O^m^MM 3 
0Milt7--^^Lfc. Nh e I t B a mH I T^ILtH i s 
«>^/uiE?iJ >pSecTag2A 1 u I ooCDN A 7 -f ^— > a y h 
Ver. .2 (Sr5i£t*5t£*±) (D I m& 2 . 0// 1 J0;t, 1 6°CT% 3 0« 
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KfctmzMm^^ eryht^XLl-Blue (STRATAGENE&) 0 . 1 m 
3 7*CT\ im*V^~~*-X*MtommVt^ 5, OOOrpmtl^W 

#8tL-c, ±.mzmmLtz.., m^^m<>timmxttmLtz^^^>b±^ 

1 : 1 0<OfiJ^-?2feC9 1 OO/z g/m 1 (D7>t s ->y y^jy 

ibnfc7^x$ K©5^ Hi sftmisyi-;UCDDNAtmA£tlX\,^i>(D& 
PCR-CiliRL, ^pTrypHi s i L/: c 

Pharmacia Flex Prep kit^ffi^TS^* LttMM <£ ^IpTrypHi s 
£®HXLfc 0 5^g©pTrypHi s^^-|^U20M©BamHI 
3 7°CT4^^t-rTOL7t^, 6 JUffi^Mung bean exonuclease 

&mm) &Mx.xmi& (2 5°o T'3 0^F«^t^¥^Lfc o h 

fd, 2 0mf4(DE c o R I t?^n^j/W j. w3 ' {H9S:«IB?rLfc«, 1 mffi 
Abacterial alkaline phosphatase (^Jgag) ^it6 5tT3 0^Lfc, 
^AL/ct h = ^-P-»cDNA(iiIi:pSPORTl (Gibco BRL) ld*n 
->{t£tlfc cDNA^mmiZ.ii^m^3RV<4 TWlltg^t^^^ P C 
R(Cj;oTigii)lL/c 0 Z.(Dm, 1E?>J#-5§-3c0 5' *j»fiT4 polynucleotide 
kinase (Sjgjf) laotfefj^CfcU yi^Ltio< c 

nbtitzPCRmmz-m^? ;-juit®;Ltz^ 3' »corith 

»ri-5o :©cDNAijfe!lif©pTrypHis^l. 0%T^o-^yVufl; 
Maot^Lt, B«J^<VKSr«Jt)mL, Sephaglas BandPrep kit 

(Pharmacia) iaoT»»Lfc a ^^L^^HuiZfei: IB3«^7-< ^- h LT^iM 
XL1-B 1 ueSrfALfc. ^a — n *»co£?iJ o->£ii§SiJ LT p 

T r y pH i s/ = ^-nS^£ L (HI 1 ) % 7=7^5 KD N A Lfc c 1 

M gOpT r y pH i s /-^-d Li pofect AMINE (Gibco BRL) £rfl§V^ 

f£f«ICf£ otCOS-1 m&zm-X L fc, >3A& 4 8-7 2 B#W#^±f *±ft 
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8 7 5 0 6#) SrfflWc^^-v • 7n y h^fjofct-^, SfflJ&ttffi 
li:©^llM-^-n>'>'«L-Ci^c: (12) c 

: pSecTagAa-ni/y, pSecHi sTag/^^— u 
pSecTrypHi s /-=u~ a i/>(D{&&b 

(1) KtDff^ 

p S e c T a g 2B^n-i:y^ ^ H j n d l j I tXho It^fht 
§^iJ#-S§-5&<^6T*pT r y pH i s /-=^-u i/>&mm^mmL£.-=. — u 
is'WfSte.mmcDcDNA&mMMl tmm^LXWAL, pSe cTa 
=L — uis^b L/c (0 3 A) 0 pSecTa g 2 B©H indllliEcoR 

i im h izmmm 1 -c»is L7t P t r y P h i s /-=L—n-y>%mmz.%?.jm 

^7&U*4£ffl^T^gL/-;:cDNA£f¥ALTp S e c H i s Ta g/^— 

n ^^tfc (ni3B) e tmmiz.Mz$\m^8 1 9^7--/^ttN 

h e I t B amH I }gfl:Lt77^ >h£pSecTag 2AtffAL, p S 
e c T r y p H i s £ Lfc„ -ft©¥ffi;*3fiKfcLfcB amHlWFtXhoI 

f--r h (ciH^j#-§- 3 «b 6 1 x°mm ^— □ v-^^f*^n»j 1 o r t < w 

AU pSecTrypHis — n Lfc (1213 C) 0 

**5, HI 3 Bli*5lt5=. a. — d ^^©Stt^JScOc DNA (human active 

neurosin) J; <9 _L»fcg|553\ gGkU-^ ff? — — (Hi 

s ) 6 - D D D D K(DUft(Dmm&iy\ bT * J m%lM&. IS?iJ#-5§- 1 6 £ 1 7 \z. 
^i"o I g G k y -^-(iT 5 y gE#-i§- 1-21 *t?^ U if— I£?IJ«: 

7?/i#^2 2~3 4ff^U (His) 6li7^iff3 5~4 0t 
T£^U DDDDKI±7^i#f4 1-4 5Jt"^t 0 

(2) £-7^;*^ K0COS- lMT-cO^ 

§77^H"DNA 1/tg £H160»J 1 <t P^CQ7J?£-C C O S - 1 jjsB/jg^aiA 

lt4 8-7 2mmk'^mmtamtmm±m^^x. dagM.-*-*^* 
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liS*6ii4i»ot (04), 

3 : pFBTrypS i gTa u i'i'CDfNR 

OMl lia^lpSecTrypHi s ^1/<D f> y ^ 

^>^^^h^>^u^~ifm^-f h*^<0$B#lO,eii-Val-His-Gly0> 
K^C*>$iC< 5 «t ^ {Ctg®i-5 0 SecTag 2A©Nh e I 

<t H i n d I I I IH' Mi*f AL^* SKpTrypSig ^rf^SLfco pT 
rypHiscDHis tag ^igt*-&tf*3«t ^ 2 0 0 b p ££5U#-j§- 1 1 Rtf 
7^J:oTtii|iiL, Hindi I IiBamHI iZ&Z>m<tV±ZftH i s t 
a g <h^V^n^^-if^M^^^^j ; ^.4 o b pco©f>t^pT rypSi 
gClfAUpTr y p S i gTa g ^i^MLtz (HI 5 A) 0 

pTrypSigTagCOhy y*is ^ U ?-f- ;\s®&U>h^>^ u - teffgl& 
fflSffi*-C*gayiJ#-§-6 t 1 2^V^PCR!aotfttLfccDNA^Bg 1 
I I £ B a mH I ^kt31«toT§]D ffiL, pFastBACl (Gibco*fcK) <£> 
BamHI ^ HcffALfc. ^A^f^^IEJiJ#^-6 t 1 3^fflt^cPCR{a 
o-Cflfc&U polyhedrin^n^— ^ — jcto-cfe^ • «£tl£;frf6jf;i#A£*l 
^□-^iliRU pFBTrypSigTa g t Lt c ZtUzmMMl tW\ 
^fe-Csa-n-^OgtjiJi^Lt, pFBTrypSigTag/- 
^ a ^Hfc (135 B) 0 r<7)^, ^3t«R«Lyi:iEyiJ#-i-l O^rffiV^TtftS 

#*5, EI5 BtCdoJtS^^. — n^»60fi^4®«©cDNA (human active 
neurosin) £ 9 ±.ffiMfr. ~i~t£^hib h V 7'»v'^t;l'-DDDDK-^ y < — tf" 

IS^'J— (Hi s) 6-DDDDKco^IE?iJ<tT$ yg^ga^ij^, gS?iJ#-S§- 1 8 
i: 1 9(^i~ c h y ^J/^t/lz-DDDDKliT $ J ^#^- 1 ~2 3 

^^-f— lE^iJfiT^ /@£#-5§-2 4-2 9£-C£tkU (His) 6 teT 
S 3 0-3 5*"C£^U ^*U^< DDDDKtt7^/t#^-3 6- 

4 0 tT-Sr^t. 

pFBTrypS i gTa g /=. ^ — u v>£Gibco BRL BAOT0-BAO * =5r 3- $ 
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>/7'-t>V^7-Y\ His tag, St/xyrn^t- ifSSfcastetrSteLfc 
* ^ - * - a ^^^MMt/<^ ^ KSrtfs*! Lyc 0 ^ jT,£BAC-T0-BAO^ 

b^ftV^x* ^mzX^Xffl&ZtitL (1216) „ 

i%m±.m &lH}mk, ^4(7)2 XSDS loading buffer (WS—fc¥#M) ifi-g-U 

#M&m * -e 5 u t> <d & > -7jvmm t l fc 0 t» > -f^mm * s d s 

m^^ki&^M (m-'fkTOSll) £>J;t>*SDS-tris-glycin buffer {fc^SttK) 

0 - 2 0 %polyacrylamide gel (SB— fb£tfc»D T*«»*ft L/c Q - 
*\ fckUj'K ^pyH|c3MMj|iK (Whattman&M) ^fiftSjK 1 (3!— ft^*± 
M) K2*fc, B§*1$! 2 (m— ft^±M) t3 1 fe, (f£-<ft^±M) K3# 

?5bfc 0 ^7t, polyvinylidene difluororide membrane (p vd fl: 
Milliporettgi) ^^^y-yn:iudl fiftfekfc&U 

^n-/^— (77;^i/7|il) KHMaHRija»<b buffer ACSLfc 2 #0>«3ia, 
buffer BiCgbfcltfccoig*BE, PVDFE -TVl^o £ £>*buf f er Cfcjf L/c 

rcofe«j<D]l|I(3g# N 8mVT'l. 5B#rflT^fo/c 0 <&f^L PVDF 
IKSr^n 5, * (VEP?Lli*±M) -C^jfi-C 1 B#ffltg<t ^ - £ f7'n y * 

^?L± 0 *:<D&^ %%m&tii-=L-u 5 %^J3^lfe?t^D PBST't 

I gGtafr^O^, ^iaT-lB*|SJS^, NBT-BC I P&ifc-caSfe'S-fr, 
BS^j/77-Srffi^t#U-h7)7A (Ni-NTA-Agarose, QiagentfcfiO 

PBSfc-r %?y-^%:mmi,.tzmm i^ftrnmnm^m xmg&) (5, io> 

10 0, 5 0 0mM) ^mthLTz-. &ttW&W.ni*W} U -)i7^^a^fe 
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*3«fctf*— ^>-&£-C5tmL/c (0 7) e V^x9>7*yY\*±jS&m*:m 
V \ * — lfefett±gE^fe^ J; ^X^hfrtzn^Wmtr^Z 9 — r J/ 

* $ ; 3 3:6:21) -Cflfcfe Lfc e 

5 t§b fritz 1 0 OmM-f * ^y'— A^fcU^jljSr, I!:PD-1 0*7A 

(PharmaciatfcjK) T'PB S^i/7 7 Hl$iLfc 0 C^ih>^5 0// 
^Ta^-j-— \f (1U/ W 1 N InvitrogenttM) 1 0 /* 1£&?0U lat*6 0 
^K/^^-tiry-Co &{^j&£ffBoc-Gln-Ala-Arg-MCA {f<-f'f- K$F2EFr) ^DMS 
Ol^ftPU 1M Tris-HCl (pH8. 0)T*#f?LfcO. 
10 te5 0,i liox.. 3 7°C-T:-S^$-fr^ (1, 2, 4, 5, 15 

CifiSS3 8 0nm, t)t)Sf4 6 0 n mlZteif Zi&yt&mfeLtz 
(0 8) „ ftio % HH^Lfcffite. EKO^©f)tMiL?K^I^Lt^ 

So 

T 5 J !6iEyiJAsp-Asp-Asp-Asp-Lystr=»— Ki--5©EifeiE?ij75^fiSt5§Jif "51^1^16 
IE?'k ^co TSfE(cjstft-cga«L^B6<j^^^ K-rs^ssams J;t>*£ 
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SEQ ID NO: 1: Designed oligonucleotide to construct plasmid 

pTrypHis 

SEQ ID NO: 2: Designed oligonucleotide to construct plasmid 

pTrypHis 

SEQ ID NO: 3: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 4: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 5: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypHis/Neurosin 

SEQ ID NO: 6: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypHis/Neurosin 

SEQ ID NO: 7: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypHis/Neurosin 

SEQ ID NO: 8: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 9: Designed oligonucleotide to construct plasmid 
pSecTrypHis 



gonucleotide primer to amplify a 
n 

gonucleotide primer to amplify a 
n 



SEQ ID NO: 10: Designed ol 
portion of plasmid pSecTryp/Neuros 

SEQ ID NO: 11: Designed ol 
portion of plasmid pSecTryp/Neuros 

SEQ ID NO: 12: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypSigTag 

SEQ ID NO: 13: Designed oligonucleotide primer to amplify a 
portion of plasmid pFBTrypSigTag 
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I n * CD t& ffl 

io mmmn(D3' mmz.mm.Lx^-r?>. ammi %tz\%2WM(D^>^^n^ 
4. w^^-r/v^mmm^' Tmmix^^x. mm^mmm^Ko 5 * _h^c 

15 5. ^— 1«ia?lJ;0\ £ ^Leu-Val-His-Gly-Lys-Leu&5T5; 

6. *^--^-;|£@£ie?ij^ '>&< t t>mm^mmmm>M>bmj&£rix\,^. 

8. -9]®f"TfigTOia^j75\ ^>^< t ^Asp-Asp-Asp-Asp-Lys/^6T5 y^IB^lJ^ 
— K"T 3 J«fE?iJTfc <5 , fit**! 7 f£*feco ^ w« ^ fC3§5^< ^ — <> 

9. ^/i^^^crdr^— ifX"fc^>. f«*Jl 7 £fctt 8 fEtcO? IO§9i-< 
25 ^*- c 
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SEQUENCE LISTING 

<110> Fuso Pharmaceutical Industries Ltd. 

<120> Protein expression vector and use thereof 

<130> 661637 

<150> JP 10-331515 

<151> 1998-11-20 

<160> 19 

<210> 1 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 
<400> 1 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 60 
tgctgccccc tttcaccatc accatcacca tgacgacgat gacaaggatc cgaattc 117 

<210> 2 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 
<400> 2 

gaattcggat ccttgtcatc gtcgtcatgg tgatggtgat ggtgaaaggg ggcagcaaca 60 
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gcagcagcaa caaaggtaag gatcaggagt agattcatgg tgttgctagc caagctt 117 

<210> 3 
<211> 15 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 3 

ttggtgcatg gcgga 15 

<210> 4 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 4 

ggaattcact tggcctgaat 20 

<210> 5 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Designed oligonucleotide primer to amplify a portion of plasraid 
pTrypH i s/Neuros i n 

<400> 5 

ctaagcttga cgacgatgac aagttg 26 

<210> 6 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypHi s/Neuros in 

<400> 6 

tcctcgagac ttggcctgaa tggtttt 27 

<210> 7 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTr y pH i s/Ne uros i n 

<400> 7 

ccaagcttca ccatcaccat caccat 26 



<210> 8 
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<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 8 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 60 
tgctgccccc tttgacgacg atgacaagga tccgaattc 99 

<210> 9 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 9 

gaattcggat ccttgtcatc gtcgtcaaag ggggcagcaa cagcagcagc aacaaaggta 60 
aggatcagga gtagattcat ggtgttgcta gccaagctt 99 

<210> 10 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTry pH i s/.Neuros i n 
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<400> 10 



gcgctagcag atctccatga atctactcct gatcc 



35 



<210> 11 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTrypHis/Neurosin 



<210> 12 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypSigTag 



<400> 11 



tgaagcttgc catggaccaa cttgtcatc 



29 



<400> 12 



gcacagtcga ggctgat 



17 



<210> 13 



<211> 17 



<212> DNA 



<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pFBTrypSigTag 

<400> 13 

caaatgtggt atggctg 17 

<210> 14 
<211> 672 
<212> DNA 

<213> Homo sapiens 

<400> 14 
ttg gtg cat ggc 
Leu Val His Gly 
1 

gcc etc tac acc 
Ala Leu Tyr Thr 
20 

cca ctg tgg gtc 
Pro Leu Trp Val 
35 

gtc ttc ctg ggg 
Val Phe Leu Val 
50 

cag agt tct gtt 
His Asp Gin Asp 
65 

age cat gac cag 



gga ccc tgc gac 
Gly Pro Cys Asp 
5 

teg ggc cac ttg 
Ser Gly His Leu 

etc aca get gcc 
Leu Thr Ala Ala 
40 

aag cat aac ctt 
Arg Ala Val He 
55 

gtc egg get gtg 
Gly Lys His Asn 
70 

gac ate atg ctg 



aag aca tct cac ccc 
Lys Thr Ser His Pro 
10 

etc tgt ggt ggg gtc 
Leu Cys Gly Gly Val 
25 

cac tgc aaa aaa ccg 
His Cys Lys Lys Pro 
45 

egg caa agg gag agt 
His Pro Asp Tyr Asp 
60 

ate cac cct gac tat 
Leu Arg Gin Arg Glu 
75 

ttg cgc ctg gca cgc 



tac caa get 48 
Tyr Gin Ala 
15 

ctt ate cat 96 
Leu He His 
30 

aat ctt cag 144 
Asn Leu Gin 

tec cag gag 192 
Ala Ala Ser 

gat gcc gcc 240 
Ser Ser Gin 
80 

cca gcc aaa 288 
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Glu Gin Ser Ser Val lie Met Leu Leu Arg Leu Ala Arg Pro Ala Lys 

85 90 95 

etc tct gaa etc ate cag ccc ctt ccc ctg gag agg gac tgc tea gee 336 
Leu Ser Glu Leu lie Gin Pro Leu Pro Leu Glu Arg Asp Cys Ser Ala 

100 105 HO 

aac acc ace age tgc cac ate ctg ggc tgg ggc aag aca gca gat ggt 384 
Asn Thr Thr Ser Cys His He Leu Gly Trp Gly Lys Thr Ala Asp Gly 

115 120 125 

gat ttc cct gac acc ate cag tgt gca tac ate cac ctg gtg tec cgt 432 
Asp Phe Pro Asp Thr He Gin Cys Ala Tyr He His Leu Val Ser Arg 

130 135 140 

gag gag tgt gag cat gec tac cct ggc cag ate acc cag aac atg ttg 480 
Glu Glu Cys Glu His Ala Tyr Pro Gly Gin lie Thr Gin Asn Met Leu 
145 150 155 160 

tgt get ggg gat gag aag tac ggg aag gat tec tgc cag ggt gat tct 528 
Cys Ala Gly Asp Glu Lys Tyr Gly Lys Asp Ser Cys Gin Gly Asp Ser 

165 170 175 

ggg ggt ccg ctg gta tgt gga gac cac etc cga ggc ctt gtg tea tgg 576 
Gly Gly Pro Leu Val Cys Gly Asp His Leu Arg Gly Leu Val Ser Trp 

180 185 190 

ggt aac ate ccc tgt gga tea aag gag aag cca gga gtc tac acc aac 624 
Gly Asn lie Pro Cys Gly Ser Lys Glu Lys Pro Gly Val Tyr Thr Asn 

195 200 205 

gtc tgc aga tac acg aac tgg ate caa aaa acc att cag gec aag tga 672 
Val Cys Arg Tyr Thr Asn Trp He Gin Lys Thr He Gin Ala Lys *** 
210 215 220 

<210> 15 
<211> 223 
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<212> PRT 

<213> Homo sapiens 



<400> 15 

Leu Val His Gly Gly Pro Cys Asp Lys Thr Ser His Pro Tyr Gin Ala 

15 10 15 

Ala Leu Tyr Thr Ser Gly His Leu Leu Cys Gly Gly Val Leu He His 

20 25 30 

Pro Leu Trp Val Leu Thr Ala Ala His Cys Lys Lys Pro Asn Leu Gin 

35 40 45 

Val Phe Leu Val Arg Ala Val He His Pro Asp Tyr Asp Ala Ala Ser 

50 55 60 

His Asp Gin Asp Gly Lys His Asn Leu Arg Gin Arg Glu Ser Ser Gin 
65 70 75 80 

Glu Gin Ser Ser Val lie Met Leu Leu Arg Leu Ala Arg Pro Ala Lys 

85 90 95 

Leu Ser Glu Leu He Gin Pro Leu Pro Leu Glu Arg Asp Cys Ser Ala 

100 105 110 

Asn Thr Thr Ser Cys His He Leu Gly Trp Gly Lys Thr Ala Asp Gly 

115 120 125 

Asp Phe Pro Asp Thr He Gin Cys Ala Tyr He His Leu Val Ser Arg 

130 135 140 

Glu Glu Cys Glu His Ala Tyr Pro Gly Gin He Thr Gin Asn Met Leu 
145 150 155 160 

Cys Ala Gly Asp Glu Lys Tyr Gly Lys Asp Ser Cys Gin Gly Asp Ser 

165 170 175 

Gly Gly Pro Leu Val Cys Gly Asp His Leu Arg Gly Leu Val Ser Trp 

180 185 190 

Gly Asn He Pro Cys Gly Ser Lys Glu Lys Pro Gly Val Tyr Thr Asn 
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195 200 205 

Val Cys Arg Tyr Thr Asn Trp lie Gin Lys Thr lie Gin Ala Lys *** 
210 215 220 



<210> 16 
<211> 135 
<212> DNA 



<400> 16 

atg gag aca gac aca etc ctg eta tgg gta ctg ctg etc tgg gtt cca 48 
Met Glu Thr Asp Thr Leu Leu Leu Trp Val Leu Leu Leu Trp Val Pro 

15 10 15 

ggt tec act ggt gac gcg gee cag ccg gee agg cgc gcg cgc cgt acg 96 
Gly Ser Thr Gly Asp Ala Ala Gin Pro Ala Arg Arg Ala Arg Arg Thr 

20 25 30 

aag ctt cac cat cac cat cac cat gac gac gat gac aag 135 
Lys Leu His His His His His His Asp Asp Asp Asp Lys 
35 40 45 

<210> 17 
<211> 45 
<212> PRT 

<400> 17 

Met Glu Thr Asp Thr Leu Leu Leu Trp Val Leu Leu Leu Trp Val Pro 

15 10 15 

Gly Ser Thr Gly Asp Ala Ala Gin Pro Ala Arg Arg Ala Arg Arg Thr 

20 25 30 

Lys Leu His His His His His His Asp Asp Asp Asp Lys 
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35 40 45 



<210> 18 
<211> 120 
<212> DNA 



<400> 18 
atg aat eta etc 
Met Asn Leu Leu 
1 

ccc ttt gat gat 
Pro Phe Asp Asp 
20 

cat cac cat gac 
His His His Asp 
35 

<210> 19 
<211> 40 
<212> PRT 



ctg ate ctt acc ttt 
Leu He Leu Thr Phe 
5 

gat gac aag ttg gtg 
Asp Asp Lys Leu Val 
25 

gac gat gac aag 
Asp Asp Asp Lys 
40 



gtt gca get get 
Val Ala Ala Ala 
10 

cat ggc aag ctt 
His Gly Lys Leu 



gtt get gec 48 
Val Ala Ala 
15 

cac cat cac 96 
His His His 
30 

120 



<400> 19 

Met Asn Leu Leu Leu He Leu Thr Phe Val Ala Ala Ala Val Ala Ala 

15 10 15 

Pro Phe Asp Asp Asp Asp Lys Leu Val His Gly Lys Leu His His His 

20 25 30 

His His His Asp Asp Asp Asp Lys 
35 40 
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